Double-stranded (ds) RNAs associated with viruslike particles have been found in six isolates of Alternaria alternata which produce tentoxin. Isolates had from one to three dsRNAs ranging in size from 1.0 to 5.1 kilobase pairs. In two isolates the dsRNAs were associated with 30-nm particles. No dsRNA was detected in any of six other tentoxin-producing isolates or nine isolates which did not produce tentoxin. x g for 6 h in a TH-641 rotor (Sorvall). This VLP pellet was suspended in 100 ,ul of P buffer, mixed with 11 ml of 40% (wt/ wt) CsCl in P buffer, and spun at 128,000 x g for 42 h in a TH-641 rotor (Sorvall), and 0.5-ml fractions were collected. Fractions containing dsRNA were identified by adding 500 p.l of dH20 and 100 p.l of 10% sodium dodecyl sulfate to 100 from each fraction, precipitating the nucleic acids by the addition of 1.4 ml of ethanol, and then analyzing the pellet on a 1.4% agarose gel (14) . The buoyant density of fractions containing dsRNAs was determined from the refractive index measured with a refractometer (Valentine Instruments, Richmondville, N.Y.). After the addition of 4 volumes of P buffer, VLPs were pelleted from fractions containing dsRNA at 175,000 x g maximum for 18 h in a TH-641 rotor (Sorvall). The final VLP pellet was resuspended in 50 p.l of P buffer and stored at -20°C.
Double-stranded (ds) RNAs associated with viruslike particles have been found in six isolates of Alternaria alternata which produce tentoxin. Isolates had from one to three dsRNAs ranging in size from 1.0 to 5.1 kilobase pairs. In two isolates the dsRNAs were associated with 30-nm particles. No dsRNA was detected in any of six other tentoxin-producing isolates or nine isolates which did not produce tentoxin. 17 ,000 x g in an SS-34 rotor (Ivan Sorvall, Inc., Norwalk, Conn.), VLPs were pelleted from the supernatant at 150,000
x g for 6 h in a TH-641 rotor (Sorvall). This VLP pellet was suspended in 100 ,ul of P buffer, mixed with 11 ml of 40% (wt/ wt) CsCl in P buffer, and spun at 128,000 x g for 42 h in a TH-641 rotor (Sorvall), and 0.5-ml fractions were collected. Fractions containing dsRNA were identified by adding 500 p.l of dH20 and 100 p.l of 10% sodium dodecyl sulfate to 100 from each fraction, precipitating the nucleic acids by the addition of 1.4 ml of ethanol, and then analyzing the pellet on a 1.4% agarose gel (14) . The buoyant density of fractions containing dsRNAs was determined from the refractive index measured with a refractometer (Valentine Instruments, Richmondville, N.Y.). After the addition of 4 volumes of P buffer, VLPs were pelleted from fractions containing dsRNA at 175,000 x g maximum for 18 h in a TH-641 rotor (Sorvall). The final VLP pellet was resuspended in 50 p.l of P buffer and stored at -20°C.
One-third of the resuspended VLP pellet was treated with 2% lithium dodecyl sulfate and 1% P-mercaptoethanol for 3 min at 100°C and run on a 9% polyacrylamide gel (12) VLPs were disrupted with sodium dodecyl sulfate or lithium dodecyl sulfate and separated on a 5% polyacrylamide gel for dsRNA (Fig. 1) or a 9% polyacrylamide gel for proteins (Fig. 2) . The dsRNAs contained in the VLP pellet were the same size as the dsRNAs isolated in total RNA preparations or as those isolated with CF-11 cellulose. Isolate daltons (Fig. 2, lane 2) , while isolate 64 had major protein bands at 40 and 45 kilodaltons (Fig. 2, lane 1) . Electron microscopy showed an isodiametric or hexagonal particle 28 to 30 nm in size in VLP preparations from both isolates (Fig. 3) .
In an attempt to alter the amount of VLP in the fungus, cultures were grown at 35°C (20) . Temperatures higher than 37°C resulted in no growth. Because of the difficulty in obtaining single cells, these experiments utilized whole fungal mats; however, after 3 weeks, dsRNA was barely detectable or absent from the cultures (Fig. 4) and tentoxin was not detectable in the medium. When those cultures were used to inoculate fresh media and were grown at 28°C, both dsRNA and tentoxin were restored to usual levels (Fig. 4) (16, 20) or tentoxin (13) production were found to greatly reduce both VLP and tentoxin production. (5, 7, 21) . In yeasts, a well-characterized example of VLPs is the killer system of Saccharomyces cerevisiae (18) . 
